water, at ~5 mL/min. Bactobolin eluted in the flow-through. These initial columns do not bind bactobolin, but provide a crude separation of bactobolin from non-polar and small negatively charged molecules. The flow-through was concentrated 10-fold in vacuo and stored at 4°C overnight. A precipitate that forms after these steps was removed by centrifugation and the supernatant, which contains bactobolin, loaded onto a Hypercarb column (Thermo Scientific, ~25 mL, d=1.25 cm, l=20 cm), which had been equilibrated in 20 % MeCN in water. The Tables S1-S4. The stereochemistry of bactobolin A can be demonstrated using the data below. The large coupling between H5 and H6 (9.5-9.8 Hz) suggests an axial-axial relationship between these protons. H10 couples to H5 with a similar coupling constant resulting in a triplet H5 signal and indicating an axial-axial interaction between H5-10. H4 appears as a doublet with a 3. 
Export of bactobolin.
The btaK mutant and btaI1, I2, I3 mutants have been described (see Table S8 ). [3, 4] The btaT deletion mutant was generated by a method previously described. [4] Overlap extension PCR was used to generate PCR products with ~1 kb of DNA homologous to the DNA flanking the btaT gene. The products were annealed and amplified by PCR. This step introduced primer-encoded XbaI and HindIII sites during amplification. The digested PCR products were ligated to XbaI-HindIII-digested pJRC115 and this suicide vector was introduced into B. thailandensis E264 to deliver the btaT deletion allele. Correct clones were identified by PCR amplification of the ∆btaT allele. These were further confirmed by sequencing PCR products generated with primers targeting chromosomal DNA flanking the recombination sites.
S5
To examine the export of bactobolin, a 5 mL culture of LB+50 mM Mops, pH 7, was inoculated with ∆btaK, ∆btaT or wt B. thailandensis. After 12 or 24 h, the cells were removed by centrifugation and the supernatant analyzed by LC-MS methods on an analytical Hypercarb column as described above. The volume of supernatant loaded was 30, 100, and 100 µL for wt, Table S8 for strains used in these assays. Table S1 for assignment of peaks. The structure of bactobolin A is shown at the top. a Susceptibility of B. thailandensis strains was determined using the CLSI microtiter MIC assay (described above) using purified bactobolin B or filter sterilized wild type culture fluid prepared from wt B. thailandensis E264 cultures grown shaking in LB+Mops, pH 7 at 30°C for 24 hours. 
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